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L&i néi dau
TCVN 11134:2015 hoan toan twong dwong véi 1ISO 22174:2005;

TCVN 11134:2015 do Ban k§ thuat tiéu chudn quéc gia TCVN/TC/F13
Phuwrong phép phén tich va 1y méu bién soan, Téng cuc Tiéu chudn Po
lwdng Chit luvgmg tham dinh, B Khoa hoc va Céng nghé cdng bé.
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L&i gidi thidu

PCR |4 phwong phap nhanh, c6 dd nhay va d8 dac hiéu cao trong viéc phat hién cac vi sinh vat gay
bénh tr thie phdm. Mac di 1& day & céng nghé trong @i m&i, nhung dang duec tng dung nhiéu
trong phan tich thwc phdm.

Tém lai, cac nguyén tic hién hanh cé thé dwoe chia thanh hai nhém chinh, thy thudc vao kidu axit
nucleic dwoc ding lam dich dé khuéch dai:

—~ Khuéch dai theo ARN (RT-PCR);
— Khuéch dai theo ADN (PCR).

C6 nhidu bién ddi clia hai phirong phap da dugc thiét Iap va cé thé déc treng cho mire 4§ phirc tap cla
ching va ki thuat tiy dong. Mirc d6 dic hidu clia cac phurong phap khac nhau tir cac phep thi¥ sang loc
phét hién céc trinh tie axit nucleic thong thurdng dén chi vi sinh vat, dén cac phép thir d3c thu nhén biét
théng nhét cac trinh t axit nucleic dén chling riéng biét hodc kidu trinh tr axit nucleic déc higu.

Tiéu chudin nay dwa ra danh muc cac yéu ciu dbi voi cac phrong phap PCR duge st dung @& phat
hién céac vi sinh vat gay bénh tir thyee pham. Tidu chuén nay dwa ra céc thuat ngl va dinh nghia dwgc
dung trong PCR va RT-PCR.

Tiéu chudn nay ndm trong bd tidu chudn véi tén chung 1a Vi sinh vét trong thyuc phém va thire &n chén
nudi ~ Phan tmg chudi polymerase (PCR) d& phét hién vi sinh vét géy bénh tir thire phém:

TCVN 7682 (ISO 20838), Vi sinh vt trong thye phdm va thire dn chédn nudi = Phan img chudi
polymerase (PCR) dé phét hién sinh vét géy bénh tiz thue phém — Yéu cdu vé khuéch dai va phét hign
déi voi céc phuong phép dinh tinh

TCVN 10781 (ISO/TS 13136) Vi sinh vét trong thyre pham va thixe &n chdn nudi — Phuong phép phat
hién vi sinh vat géy bénh trong thuc phdm béng phan tmg chubi polymerase (PCR) thdi gian thue ~
Phat hién Escherichia coli sinh ddc t& Shiga (STEC) vé xéc dinh céc nhém huyét thanh 0157, 0111,
026, 0103 va 0145

TCVN 11131 (ISO/TS 20836), Vi sinh vét frong thuc phdm va thirc &n chdn nubi - Phén tmg chubi
polymerase (PCR) @8 phat hién vi sinh vét gy bénh tir thuc phdm — Phép thiy hiéu ndng déi v6i méy
chu trinh nhigt

TCVN 11132 (ISO 22118) Vi sinh vét trong thirc phdm va thic &n chén nudi — Phan (mg chubi
polymerase (PCR) dé phét hign va dinh lugng vi sinh vét gdy bénh tir thuc phéam — Déc tinh hiu néng
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TCVN 11133 (ISO 22119), Vi sinh vét trong thuc phdm va thirc &n chdn nuéi — Phadn (mg chubi
polymerase real-time (PCR real-time) 08 phét hién vé dinh lvgng vi sinh vat gy bénh tir thyc phdm —
Pijnh nghia vé yéu céu chung

TCVN 11134 (ISO 22174), Vi sinh vét trong thyc phém vé thic 3n chdn nudi — Phdn Ung chudi
polymerase (PCR) Gé phét hién vi sinh vét géy bénh tir thyre phdm — Bjnh nghia va yéu cdu chung

ISO 20837, Microbiology of food and animal feeding stuffs — Polymerase chain reaction (PCR) for the
detection of food-borne pathogens — Requirements for sample preparation for qualitative detection
[Vi sinh vét trong thirc phdm va thie &n chan nudi — Phan ng chudi polymerase (PCR) dé phét hién vi
sinh vét gay bénh tir thyc phdm - Yéu céu vé chudn bj mau dé phét hién dinh tinh].
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Vi sinh vat trong thwe pham va thire &n chin nudi - Phan trng chudi
polymerase (PCR) dé phat hién vi sinh vat gay bénh tir thwe pham -
DPinh nghia va yéu ciu chung.

Microbiology of food and animal feeding stuffs — Real-time polymerase chain reaction (PCR)
for the detaction of food-bomne pathogens — General requirernents and definitions

CANH BAO — Khi ap dyng tiéu chuin nay c6 thé lién quan dén cac vat lidu, thiét bj va cac thao tac
gy nguy hidm. Tidu chudn nay khéng dwa ra dwee hét tit ca cac vén d& an toan lién quan dén
vigc sir dung ching. Ngwéi stv dyng tiéu chudn nay phai ty thiét 1ap cac thao tic an toan thich
hep vé xéc djnh kha néng ap dyng hodc céc giéi han quy djnh trrdre khi siv dung tiéu chuln.

1 Pham vi ap dung

Tiéu chudn nay dua ra céc yéu clu chung @& khuéch dai in vitro céc trinh ty axit nucleic (ADN hodc
ARN). Tidu chun nay cé thé 4p dyng & phan tich thwe phim va céc chiing sinh dwec phan lap tir
thye pham sir dung phan (ng chudi polymerase (PCR).

Céc yéu cu téi thidu dugc quy dinh trong tiéu chudn nay dwec si¥ dung d& dam béo thu dwoc cac két
qua so sanh va két qua tai 1ap trong cac phong thtr nghiém khac nhau.

Tiéu chuéin ndy da duoc thiét 1ap ddi véi cac vi sinh vat gay bénh tir thire phdm hodc céc chiing phan
Iap tir thure phdm va thire &n chan nudi, tiéu chuén nay cling c6 th& 4p dung cho c4c ndn mAu khéc (vi
dy: cac miu mdi trerdrng) va @& phét hién céc vi sinh vat khong gay bénh.

2 Tailidu vién dan

Céc tai ligu vién din sau la rt can thiét cho viéc 4p dyng tiéu chudn. D&i vai cac tai liéu vién din ghi
nam céng bd thi 4p dung phién ban dugc néu. Béi véi cac tai lidu vién din khdng ghi nam ¢dng bé thi
&p dyng phién bdn méi nhat, bao gbm ca cac sira ddi (néu co).

~i
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TCVN 6910-1 (ISO 5725-1), D chinh xdc (dp ding va d6 chum) cua phuong phép do va két qué do —
Phén 1: Nguyén téc va dinh nghfa chung.

TCVN 7682 (ISO 20838) Vi sinh vét trong thuc phdm va thirc &n chdn nudi — Phan mg chudi
polymeraza (PCR) dé phét hién sinh vét géy bénh tir thuc phém — Yéu céu vé khuéch dai va phét hién
dbi v&i cac phuong phép dinh tinh.

TCVN 8244-1 (ISO 3534-1), Théng ké hoc — Tir ving va ky hiéu — Phén 1: Thudt ngix chung vé théng
ké va thudt ngir ding trong xéc suét.

ISO 20837, Microbiology of food and animal feeding stuffs — Polymerase chain reaction (PCR) for the
detection of food-borne pathogens — Requirements for sample preparation for qualitative detection
{Vi sinh vét trong thurc pham va thire 8n chén nubi — Phan tmg chudi polymerase (PCR) dé phat hién vi
sinh vét géy bénh tir thue phdm — Yéu cdu vé chudn bi méu dé phét hién dinh tinh].

3 Thuét ng® va dinh nghia

Trong tidu chudn nay ap dyng céc thuat ngir va dinh nghfa sau. Béi véi céc dinh nghia lién quan dén
danh gia xac nhan, xem TCVN 8244-1 (ISO 3534-1) va TCVN 6910-1 (ISO 5§725-1).

3.4 Thuét ngir chung

311
Axit nucleic (nucleic acid)
Bai phan tlr cung cAp théng tin di truyén hodic hoat déng nhu mdt chét biéu hién théng tin.

CHU THICH: C6 hai loai axit nucleic: ADN va ARN.

3.1.2

ADN (DNA)

Axit deoxyribonucleic (deoxyribonucleic acid)

Polyme cla deoxyribonucleotid & dang sgi ddi (dsADN) hodc dang mach don thdng (ssADN).

313

ARN (RNA)

Axit ribonucleic (ribonucleic acid)

Palyme clia ribonucleotid trong dang mach di ho#c dang mach don thdng.

31.4
Nén miu (matrix)
Céc san phdm @& phan tich, ¢6 thé c6 cac thanh phan héa hoc va trang thai vat Iy khac nhau.
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315

Didu kién I3p lai (repeatability condition)

Pidu kién ma tai @6 c4c két qua thir nghiém déc l&p nhan dwec véi cing mdt phwong phép, trén nhitng
mAu thr gidng hét nhau, trong cling mdt phang thi nghiém, bdi cling ngwoi thao tac, st dung cling mét
thiét bi, trong khodng théi gian ngén.

[ISO 3534-1].

31.6

Pidu kién tai lap (reproducibility condition)

Pidu kién ma trong d6 cc két qua thir nghiém nhén dwec bdi cling mét phirong phép, trén cac mau
thtr giéng hét nhau trong céc phang thi nghiém khéc nhau, véi nhirng ngwéi thao tac khac nhau, sl
dung céc thiét bj khéc nhau.

[ISO 3534-1].

31.7
Phat hién (detection)
Cong nhan sy ¢é mait cla axit nucleic dich.

3.1.8

Gi¢i han phéat hién (LOD) (detection limit/limit of detection) (LOD)

Ham Iwong téi thidu hodc ndng @6 téi thidu cla vi sinh vét dich trong mdt long ndn miu xac dinh ¢6
thé phat hién dugc trong cac didu kién thirc nghiém quy dinh trong phwrong phép.

31.9
Nhén biét (identification)
Qu trinh xé&c dinh ching phan 13p thudc mét trong cac ching cn tim.

3.2 Thudt ngi® lién quan dén tach chiét va tinh sach ADN/ARN

3‘201
Chiét axit nucleic (nucleic acid extraction)
X Iy miu thir 48 gidi phong axit nucleic dich.

3.22
Tinh sach axit nucleic (nucleic acid purification)
Phuwong phép tao ra ADN tinh sach hon.

CHU THICH Trong truémg hop nay, tinh sach 14 gidm bét cac &nh huémg cé thd quan sat thly clia cac chit irc ché phan ¢ng
PCR trén c4c phép kidm soat ec ché PCR.
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3.2.3
ADN c6 chét lwgng cho phan irng PCR (PCR quality DNA)
Khudn miu ADN c6 g9 dai va sé lvgng phi hop cho PCR.

3.24
ARN c6 chit Iwgng cho phan (Png RT-PCR (RT-RCR quality RNA)
Khudn méu ARN c6 d dai va sb long phis hep cho phién ma nguge va PCR.

3.3 Thudt ngt lién quan dén phién mi ngwec clia ARN dén ADN

3.3.1

RT (RT)

Phién ma ngwec (reverse transcription)

Téng hop ADN tir khudn mau ARN sir dyng enzym phién ma nguoc két hop véi mdi RT trong sy co
mit clia deoxyribonucleoside triphosphat.

3.3.2
Enzym phién ma ngweec (reverse transcriptase)
Enzym xUc tac phién ma ngwrec ARN thanh ADN sir dung cac mdi RT.

333
‘Ribonuclease (ribonuclease)
Enzym |am phan hiy ARN.

3.34
Chdt rc ché ribonuclease (ribonuclease inhibitor)
Chét 1am b4t hoat ribonuclease.

3.3.5
Mdi RT (RT-primer)
Mbi dugc s dung trong phién ma nguwoc.

3.3.6
Hén hep RT (RT mix)
H&n hop thuéc thir ding trong phién ma nguec.

3.3.7

Deoxyribonucleoside triphosphat (deoxyribonucleoside triphosphate)
dNTP (dNTP)

Dung dich chira aATP, dCTP, dGTP, dTTP vathodc dUTP.

10
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3.4 Thudt ngl Iiél_!'l quan dén khuéch dai ADN béng PCR/RT-PCR

3.4.1

Phan trng chudi polymerase (polymerase chain reaction)
PCR (PCR)

Quy trinh enzym cho phép khuéch dai in vitro ADN.

3.4.2
RT-PCR (RT-PCR)
Phuwong phép gdm cé hai phdn (ng, phién ma ngugc (RT) ciia ARN thanh ADN va chay PCR.

343
RT-PCR mét bwéc (one step RT-PCR)
Phurong phap két hgp phién mé ngugc (RT) ARN thanh ADN va PCR trong mét phan (mg don 8.

344
RT-PCR hai bwréc (two-step RT-PCR)
Phuong phap bao gdm phién mé ngugc (RT) va PCR trong hai phan (rng riéng ré.

CHU THICH: RT-PCR hai buéc c6 thé dwee thye hign lidn tiép trong mdt éng don hodc trong hai éng khéc nhau.

3.4.5
San phdm PCR (PCR product)
ADN dwec khuéch dai bing PCR.

3.46
Phét hign san phdm PCR (detection of PCR product)
Qua trinh nhan tin hiéu v& sy c6 mét clia san phdm PCR.

3.4.7
Khéng dinh sdn phém PCR (confirmation of PCR product)
Qué trinh chirng minh san phdm PCR ¢6 ngudn géc tir trinh ty dich.

'3.4.8

PCR-ELISA (PCR-ELISA)

Phuwong phép phat hién cac san ph3m PCR trong pha 16ng sau thdi gian lwu cla ching trén pha rén,
nhw trong cac giéng ctia dia nhidu giéng.

CHU THICH: Sir ¢ mit clia cac sdn phdm PCR duwgre quan sét bing vige phét hign enzym mi&n dich tidp theo v lai,

349
PCR khé&i déng néng (hot-start PCR)
Hoat héa polymerase ADN chju nhiét bing buéc 1am néng ban diu d& tranh khuéch dai khdng d3c hiéu.

11
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3.4.10
PCR I6ng (nested PCR)
PCR khuéch dai trinh tw trong s3n phdm PCR dAu tién.

3.4.11
PCR da méi (multiplex PCR)
Phan tng PCR sl dyng nhiéu cip méi.

34.12

Mdi (primer)

Oligonucleotid cé chidu dai xac dinh va trinh ty b sung cho mét doan trinh ty ADN cin phan tich ¢é
lién quan.

CHU THICH: Mbi gibng nhu trinh ty ADN dich.

3.4.13
ADN dich (DNA target)
Trinh tw ADN dwoc chon @& khuéch dali.

3.4.14
Bién tinh (denaturation)
Qua trinh tach ADN sgi kép thanh ADN sgi éon.

34.15
Bét cap (annealing)
Viéc gén két mdi vao trinh tw axit nucleic bd sung trong céc didu kién quy dinh.

34.16

Kéo dai mdi (primer extention)

Phan trng enzym dé tdng hop soi ADN méi bling cach thém céc deoxyribonucleotid don I€ vao dhu 3
clia trinh tw mai.

3.4.17
ADN polymerase ding cho PCR (ADN polymerase for PCR)
Enzym bé&n nhiét xuc tac tdng hop ADN |3p lai.

3.4.18
Hén hegp gbc (mastermix)
Hén hop thube thir dung cho PCR, khdng ding cho ADN dich va cac phép kiém chieng.

3.4.19

UGN (UGN)

Uracil N-glycosylat (uracil N-glycosylate)

Enzym @& cat moi trinh ty axit nucleic ¢ chiva deoxyuridine (dUTP) tai vi tri clia nucleotid d6.

12
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3.4.20
May chu trinh nhiét (thermal cycler)
Thiét bj ty ddng thye hién cac chu trinh gia nhiét va lam ngudi cn thiét cho PCR.

3.4.21
Phan tich diém két thic (endpoint analysis)
Phan tich dinh tinh @& phéat hién cac sén phdm PCR.

34.22
Phén tich thdi gian thie (real time analysis)
Phwong phép phat hién cac san phdm PCR trong qua trinh khuéch dai.

3.5 Thudt ngir lién quan dén kidm soét

351
Kiém soét qué trinh dwong tinh (positive process control)
M3u duoc bd sung cac vi sinh vat dich, cAn duwgce xr Iy theo cling cach nhue x ly mau thiv.

352

Kidm 04t qua trinh 4m tinh (negative process control)

Mau khong chiva sinh vat gy bénh dich clia ndn méu thye phdm dwec chay qua tat ca cac giai doan
clia qua trinh phan tich.

CHU THICH: Qua trinh nay ¢ thé bao gdm chulin bj mAu, 1am gidu, tach chiét ADN va khuéch dai dich.
3.5.3 Kidm soat khuéch dai

3.5.31

Kidm soat khuéch dai bén trong (internal amplification control)

ADN duoc bd sung vao méi phan (rng vé&i mét Iegng hodic mét sé lrgng ban sao xac dinh ding dé
kiém so4t bén trong ctia viéc khuéch dai.

3.5.3.2

Kidm soat khuéch dai bén ngoai (external amplification control)

Kim soat ADN bd sung vao mdt lkgng axit nucleic chiét dwgc véi mot lwgng hodc mét sb lwong ban
sao xac dinh dung dé kidém soét khuéch dai trong mdt phan (rng riéng biét.

354

Kiém soat tach chiét 4m tinh (negative extraction control)

M3u chiét tring (extraction blank)

Viéc kiém soét thirc hién trong tat ¢a cac bwdc clia quy trinh tach chiét ADN khi khéng c6 mat mu thiv.

13
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3.5.5
Kiém chirng PCR dwong tinh (positive PCR control)
Phan trng chira ADN dich trong mét lwgng hodc sb lwgng ban sao xac dinh.

3.5.6
Kiém chirng PCR &m tinh (negative PCR controf)
Phan (rng thire hién véi nwéc khong chira ADN, khdng chira chét e ché PCR.

3.6 Thuét ngir lién quan dén miu do

3.6.1
M&u do ADN (DNA probe)
Phan tir axit nucleic d4n nhan ¢b trinh t xac dinh dugc sir dung dé phat hién ADN dich bng céch lai.

3.6.2
Thuéc thir ham (blocking agent)

Hop chit duoc sir dung dé lam bao hda céc vi tri lién két khdng ddc hiéu cdn sét lai clia pha ran trudc
va trong qua trinh lai véi mau do ADN.

3.6.3
Lai (hybridization)
S lién két d%c hiéu clia cac trinh t axit nucleic bd sung trong cac didu kién phan (ng thich hop.

3.6.4
Tinh ddc hiéu (specificity)
Khé nang nhan biét duy nhét cn phét hién, phan biét ré rang dich véi cac chét va céc tap chét tuong ty.

.4 Nguyén tic
41 Yéucduchung
Viéc kiém tra bao gdm cac budc lién tiép sau aay:
a) lam gidu cAc vi sinh vat ban dau ctia vi sinh vat gay bénh tir m3u thi, néu cin (xem 4.2);
b) tach chiét axit nucleic va tinh sach, néu cin (xem 4.3);
¢) khuéch @ai trinh ty axit nucleic biing PCR s dung cic méi d3c hiéu (xem 4.4);

d) phét hién cac san phdm PCR d3c hiéu (xem 4.5).

14
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4.2 Lam giau vi sinh vt ban diu

Néu cin, tang sb lvgng té bao sinh vat gay bénh tir thc phdm dwroc phat hién biing céch kich thich
phét trin cac vi sinh vat dich trong m&u trong mdi trrdng dinh dwdng 18ng chon loc hodc khong chon loc.

CHU THICH: Béi véi virus, cd sdn cac ky thust khac nhu loc va/hojic cb d3c.
4,3 Chuén bj axit nucleic

Céc té bao vi sinh vat ¢é trong mau thir hodc trong giéng cy da 1am giau dwgc thly gidi dé gidi phéng
cac ADN. Néu cin, buéc tach dugc bd sung tnrde thiy gidi vathodic bwdc tinh sach dugce thirc hién
sau khi thay giai.

4.4 Khuéch Gai PCR

Céc trinh ty axit nucleic d3c hiéu dwoc khuéceh dai bing PCR. Phan png 1& qua trinh theo chu ky gdm
ba bwéc sau:

a) bién tinh axit nucleic s¢i d6i (dADN)
b) mdi bét cap vao trinh ty dich bd sung;
c) kéo dai mdi aa gén bdng ADN polymerase chju nhiét.

ARN c6 thé phat hién dwgc biing PCR néu dich dAu tién da dwoc phién. ma thanh mot ADN ban sao
(cADN) béng phién ma ngueec.

CHU THICH 1:  Sau bién tinh ADN sgi d6i, hai cip mdi oligonucleotid 5& b4t cap v&i doan ADN dich ¢An khuéceh dai. Cac mbi
dinh huédng ngwegc nhau theo hurdng clia ching véi trinh ty dich.

CHU THICH 2:  Céc viing s¢i kép durge hinh thanh 1a két qua clia c3p base d4c hidu gitra cac méi va trinh ty ‘dich bao quanh
Goan ADN cin khuéch dai va 13 cac i tri khdi dgng g8 tdng hop ADN béing cach si» dung ADN polymerase chiju nhiét.

CHU THICH 3: Qud trinh I3p lai clia viéc bién tinh nhigt, bit cap mdi va tdng hop ADN (c4c chu trinh) din d&n viec khuéch
dai s& m doan ADN dugc bao quanh bdi cac méi.

4.5 Phat hign va khdng djnh cac san phdm PCR
Céc san phdm PCR duwgc phat hién béing dién di gel hoc phirong phap thich hep khéc.

Viéc nhén biét cac sén phdm PCR duwoc khing dinh lai bang phuwong phap thich hop, néu cin.

§ Vit liéu thir nghiém

Moi logi thirc pham hodc thirc &n chiin nudi déu thich hop 1am vat ligu thl, véi didu kién Ia dung dich
axit nucleic dwge chudn b tir m3u khéng (rc ché PCR.

—
[43]
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6 Yéu cdu chung déi v&i phong thir nghiém
6.1 Yéu cdu chung

Viéc nhiém bén ADN ngdu nhién c6 thé bat ngudn tir byi va phan tan sol khi. Do d6, viéc t& chire khu
virc lam viéc trong phong thir nghiém va thigc hanh phang thir nghiém tét can;

a) ngan chin co hé théng v& cac bwée phurong phap luan lién quan dén viée thu duge cac két qua
b) theo nguyén tic “mét chidu® dé x& ly mau.

Céc bién phdp nay d3m bao rdng ADN trong vét liéu thir nghiém va ADN khuéch dai dwgc tao ra bdi
PCR gitr nguyén tinh chat vat Iy riéng ré.

6.2 Nhin sy
T4t ca moi ngwdi tham gia vao qua trinh thir nghiém phéi dwec Gao tao v& ky thuét PCR va vi sinh vat,

Phai mdc cac bd ao bao hd khac nhau tredc va sau khi chay PCR. S dﬁng géng tay ding mét [&n khi
chudn bj m3u va khi chay PCR. Ao choang va ging tay phong thir nghiém phai thay @i dinh ky.

6.3 B tri phong thir nghiém
6.3.1 Yéu cdu chung

P& tranh nhiém ban hdn hop phan tng bdi céc trinh ty dich dugc khuéch dai trrée d6, cin dam bao
réng c6 sdn cac khu virc 1am viéc tach biét véi Gay di thiét bi, dung cu.

6.3.2 Khu viec 1am vigc va thiét bj 1am viéc

Cé it nhit bén khu vie 1am vi.éc chuyén dﬁng riéng ré va thiét bj 1am viéc cin thiét:

a) khu virc 1am viéc dé& chudn bj dung dich axit nucleic tir méﬁ thie,

b) khu vie 1am viéc dé chudn bj hdn hgp géc;

¢) khu vize Iam viéc dé bd sung dung dich axit nucleic da chudn bj tir miu thir;

d) khuwc Iam viéc @& phat hién va khdng dinh cac san phim PCR.

Viéc khuéch dai co thé duroc thyee hign trong khu vire 1am viéc ¢) hodic khu vige 1am viée d).

Néu may chu trinh nhiét dwoc a4t trong khu virc lam viée ¢), thi céc éng chira cac san phdm phan Gng
khuéch dai khang duwrge mé trong khu virc [am viéc o).

Phai slr dyng cac b pipet khac nhau @& chudn bj miu va chuén bj hdn hop géc.
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Cn thye hién céc thire nghigm trong cac didu kién méi trrdng thich hop.

Viéc str dung c4c phong khac nhau 13 hiéu qua nhat va 1a cach thich hgp dé& @am béo cac khu vire 1am
viéc va cac thiét bj riéng biét.

CHU THICH: Céc sdn phdm PCR cb thd bj phé hly b&i dung dich hypocioride 3 % khéi luong.
6.4 Quan Iy chét thai

CAn st dung céc quy trinh quan ly chit thai va kh nhiém thich hep.

7 Thudc thir

St dyng cac thudc thir néu trong ISO 20837 va TCVN 7682 (ISO 20838).

8 Thiét bj va dung cu
8.1 Yéu clu chung

Céc phong thir nghiém cAn st dung thiét bj dwgc bdo dudng ding cach theo herdng din clia nha san
xuét va cac y&u clu néu trong TCVN ISO/IEC 17025. Ngoai ra, cAc thiét bj phong thir nghiém chuin,
dung cu quy dinh cy thé dugc miéu ta trong céc tiéu chudn cy thé.

8.2 Cac xem xét diic bigt

Khi thich hop, ¢in higu chuén thiét b dinh ky néu higu ning cé anh hudng dén két qua.

9 Cach tién hanh
9.1 Chuén bj miu

Thye hién thay gidi t& bao, chuln bj axit nucleic vashosic tinh sach mau thir theo phuwrong phdp néu
trong ISO 20837.

9.2 Khuéch dai

Cho dung dijch axit nucleic vao hdn hgp phdn teng va the hién cac buérc con lai clia PCR, st dung
chuong trinh nhiét dd/thdi gian va sé chu trinh thich hgp @b véi hé théng mbi va hdn hep phan irng
dwgc st dung theo phwrong phap. Viéc khong cé mit chét (ec ché PCR phdi dwgc chirng minh bing
céc phép kiém chi¥ng thich hop.

9.3 Kiém chirng phan tng

Céc phép kiém chirng can thiét @& phat hién c4c vi sinh vat gay bénh bing PCR néu trong Bang 1.
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Céac kiém chirng PCR dwong tinh thich hgp (c6 mat trinh ty dich) va cac phép kiém chirng am tinh
(khéng c6 mat trinh t dich) phai bao gém trong méi bwéc.

Céc phép kiém chirng cin dugc bd sung trong cac khodng thei gian dinh ky va phai thwdng xuyén
thyc hién néu mét trong cac phép kiém chirng khac khdng cho két qua nhie mong doi.

Bang 1 - Cac phép kiém chirng cin cho phan tich miu béng PCR

Kiém soat Kiém soét Kiém sodt - | Kiém soét Kiém soét Kidm soéat
qua trinh Am qué trinh chiét &m khuéch dai | PCRdwong PCR &m
tinh® dwong tinh® tinh® b&n trong/ tinh® tinh®
b&n ngoai®
X ly méu d l
Chiét axit i) . d
nucleic
Khuéch dai { i) l 1 l i}
Phat hién 1 i 4 4 l J

a Tén suét sir dung phéi dugc xac dinh nh mdt phin cla chwong trinh d3m bao chét lrgng clia phéng thir nghigm;
b Phép kiém chirng nay 1 khdng céin thiét khi 43 thire hién kiém sodt qua frinh &m tinh.

¢ Kidm soat khuéch dai bén trong hodic bén ngoai phdi thiec hign v&i m&i phdn (ng PCR.

d Kiém soat nay can ddi véi tieng mé clia miu trong chay chu trinh.

1 Céac qua trinh bao gbm trong phép kiém chieng nay.

9.4 Khing djnh cac két qua PCR

S c6 mit san phdm PCR va tinh d&c hiéu clia sin phdm nay phai dwee chirng minh béng phan (ng
khéng dinh thich hop (xem 4.5).

Két qua PCR dwong tinh ciing ¢é thé dugc khing dinh biing phuong phap nudi ciy.

10 Panh gia
Cé thé danh gia néu cac két qua thu dwgc bang cac phép kiém chirng quy dinh trong 9.3 1a 15 rang.

Cac két qua PCR dwong tinh va viéc dién gidi cac két qué nay dugc néu trong Bang 2.
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Bang 2 - Két qua PCR

| mauthe | Kim sost PCR Kidmsostqus | Kidmsoat | Kidmsoat | Didn giaikét
qua trinh dwong trinh 4m tinh khuéch dal | khuéch dai qua
dwong tinh finh Kidm soit chiét bén trong bé&n ngoai
&m tinh
Kidm so4t PCR

am tinh
+ + + - +i- + Dueong tinh
. + + . : + + Am tinh
+ + + * +/- +- Khéng két luan®
- e + 2 - - Khéng két luan®

+ Phat hign dugc san phdm PCR

- Khéng phat hi¢n duge sin phim PCR
a Co thé bj nhiém

b Cé kha ning bj re ché.

11 Béo céo két qua

Bao cho k&t qua nay phai tuan thii cac yéu ciu trong TCVNASO/IEC 17025 va phai bao gdm it nhét
c&c thong tin sau:

a) moithdng tin cin thiét v& nhan biét mAu they,

b) mi chi tiét lién quan dén mau phong thir nghiém (vi dy: c& khdng d0, tinh trang suy gidm chét luong);
¢) vién dan tiéu chuln duwoc st dung dé thir nghiém va céc phrong phép phdi thiec hién;

d) ngay nhan miu;

e) cac diéu kién bdo quan;

f) ngay bit dAu/ngay két thic phan tich;

g) ngudi thire hién phén tich;

h) c& miu thi¥,

i) két qua thir nghiém;

) moi diém bét thiréng quan sat dwoc trong qua trinh thir nghiém;

k) moi sai léch, bd sung hoic gidm bét so véi quy dinh clia phép thir va moi théng tin lién quan dén
phép thir dic higu. ' '
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Thw myc tai lidu tham khao

[11 SAMBROOK J., FRITSCH E.F. ADN MANIATIS T. In: Mofecular Cloning: A Laboratory Manual. Cold
Spring Harbor Laboratory Press, 1989 (ISBN: 0879693096)
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